. Generation of Saa -/mice by CRISPR/Cas genomic targeting. (A) Schematic diagram of the sgRNA targeting sites at the Saa locus. The sgRNA target sequences for each locus are depicted. Two independent Saa locus knockout (Saa -/-) mouse strains (#727 and #738) were generated, each from an independent founder, and their Saa loci were sequenced. (B) Quantitative real time PCR of ileum and liver comparing Saa1-4 expression in wild-type (WT) and Saa -/mice derived from strain #727 and #738. Mice were infected intraperitoneally with 10 4 CFU of Salmonella Typhimurium for 5 h and then tissues were harvested and analyzed for Saa expression. (C) Western blot of SAA protein in ileum and liver of wild-type and Saa -/mice. 
Relative expression Figure S2 . Serum retinol is bound primarily by freely circulating SAAs in the bloodstream of Salmonella-infected mice. Wild-type (WT) or Saa -/mice were infected intraperitoneally with Salmonella Typhimurium and serum was collected 5 hours later. Uninfected wild-type or Saa -/mice were also analyzed. Serum from each mouse was fractionated by size exclusion chromatography, and each fraction was then hexane-extracted and the retinol concentrations were determined by liquid chromatography-tandem mass spectrometry (LC-MS/MS). A zoom-in profile showing serum retinol concentrations from uninfected wild-type and Saa -/mice is shown at right. Data were derived from three independent experiments, and are plotted as the mean ± SEM. *p < 0.05. P values were determined by two-tailed Student's t test. To assemble the SAA3-retinol complex in vitro, recombinant SAA3 was incubated with retinol for 1 hour in the dark at a 1:1.5 molar ratio, and then subjected to size exclusion chromatography. Ovalbumin (~43 kD) and Ribonuclease A (~14 kD) were used as molecular size markers (grey dotted line). The molecular weight of monomeric SAA3 protein is ~12 kD. (B) Fractions eluted from size exclusion chromatography were visualized by Coomassie blue staining after SDS-PAGE. (C) Determination of the molar ratio between SAA3 and retinol in the SAA3-retinol complex. To determine the SAA3:retinol molar ratio, the SAA3-retinol complex was purified by size exclusion chromatography and the concentration of SAA3 protein was measured with the bicinchoninic acid (BCA) assay. The retinol was extracted with hexane and the retinol concentration was determined by spectrofluorometry using an excitation wavelength of 325 nm and an emission wavelength of 475 nm. The known retinol-binding protein RBP1, which binds retinol at a 1:1 molar ratio, was used as a control. 
